Control and HDAC6 KD stable macrophages (shRNA 321323) were treated with LPS (1µg/ml) for 18 hours and medium was subjected to IL-6 analysis. The graph shows the means with SEM (error bars) from 3 experiments. Asterisks indicate statistical significance (**p<0.01, student t-test). (b) Bone marrow-derived primary macrophages (BMDM) isolated from WT and HDAC6 KO mice were treated with LPS (1µg/ml) for 15 hours and medium was assayed for TNF-alpha, IL-6, and IL-1beta levels by ELISA. The graph shows the means with SEM (error bars) from 3 experiments. Asterisks indicate statistical significance (*p<0.05, student t-test). (c) HDAC6 was transiently knocked down by a siRNA in Raw264.7 macrophages stably overexpressing human HDAC6 WT or catalytic inactive (Ci) mutant. These cells were treated with LPS for 18 hours and medium was subject to IL-10 analysis. The graph shows the means with SEM (error bars) from 3 experiments. (d) Cell lysates from above experiments were subject to immuno-blotting to verify HDAC6 expression.
. MEC17 knockdown inhibits IL-10 but not pro-inflammatory cytokine production induced by LPS. (a) Two independent MEC17 specific shRNA were used to construct MEC17 KD stable macrophages via lentiviral transduction. Immuno-blotting showed that both shRNAs markedly reduced -tubulin acetylation. (b) MEC17 KD and control macrophages were treated with LPS (1µg/ml) for 18 hours. MEC17 KD markedly inhibited LPS-induced IL-10 production compared to control. The graph shows the means with SEM (error bars) from 3 experiments. Asterisks indicate statistical significance (***p<0.001versus control, student t-test). (c) Control and HDAC6 KD macrophages were infected with lentivirus carrying MEC17 shRNA (4864) or scramble shRNA followed by LPS treatment for 18 hours. IL-10 production was determined by ELISA. MEC17 KD markedly suppressed LPS-induced IL-10 in both control and HDAC6 KD macrophages. The graph shows the means with SEM (error bars) from 3 experiments. Asterisks indicate statistical significance (***p<0.001, student t-test). (d-f) Medium from control and MEC17 KD macrophages treated with LPS for 18 hours was analyzed for TNF-alpha (d), IL-1beta (e) and IL-6 (f) by ELISA. The graph shows the means with SEM (error bars) from 3 experiments. Supplementary Fig. 3 Nocodazole (NOC) and Taxol do not affect pro-inflammatory cytokine production. (a-c) HDAC6 KD and control macrophages were pre-treated with NOC for 4 hours and followed by 18 hours of LPS treatment. Medium was subjected to ELISA to measure IL-1beta (a), TNF-alpha (b), and IL-6 (c). The graph shows the means with SEM (error bars) from 3 experiments. (d-f) Macrophages were pre-treated with Taxol at indicated doses for 4 hours and followed by 18-hours LPS treatment. Medium was subject to ELISA for IL-1beta (d), TNF-alpha (e), and IL-6(f) production. The graph shows the means with SEM (error bars) from 3 experiments. Supplementary Fig. 4 Supplementary Fig. 4 . MAPK signaling in HDAC6 KO primary macrophages and the effect of mithramycin on pro-inflammatory cytokines induced by LPS. (a) Bone marrow-derived primary macrophages (BMDM) isolated from WT and HDAC6 KO mice were treated with LPS (1µg/ml) for indicated time and MAPK signaling was determined by phospho-specific antibodies as indicated. HDAC6 KO BMDM showed increased duration of p38 phosphorylation but not JNK or Erk1/2 phosphorylation. (b-d) HDAC6 KD and control macrophages were pretreated with a Sp1 inhibitor, mithramycin, or DMSO for 6 hours followed by 18-hours of LPS treatment. Medium was subject to ELISA for TNF-alpha (b), IL-1beta (c), and IL-6 (d). The graph shows the means with SEM (error bars) from 3 experiments. Asterisks indicate statistical significance (**p<0.01, student t-test). 
